Supplemental Experimental Procedures
Reagents and antibodies N-Etylmalmide (NEM; #3876), BafilomycinA (#B1793) and cycloheximide (#C7698) is from Sigma. MLN4924 (#B1036) is from ApexBio. Anti-HA monoclonal antibody (Covance #MMS-101P, 1:1000 for WB), anti-HA polyclonal antibody (Abcam #9110, 1:1000 for WB), anti-Flag monoclonal antibody (Sigma #F1804, 1:1000 for WB, 1:100 for IF), anti-Flag polyclonal antibody (Sigma #F7425, 1:1000 for WB, 1:100 for IF), anti-p62 monoclonal antibody (Novus #H00008878-M01, 1:1000 for WB, 1:100 for IF), anti-p62 polyclonal antibody (Proteintech #18420-1-AP, 1:1000 for WB, 1:100 for IF), anti-Ub monoclonal antibody (FK2; Biomol #PW-8810, 1:500 for WB, 1:100 for IF), anti-Ub polyclonal antibody (Dako #Z0458, 1:5000 for WB, 1:100 for IF), anti-Gapdh polyclonal antibody (Cell Signaling #2118, 1:1000 for WB), anti-myc monoclonal antibody (Cell Signaling #2276, 1:1000 for WB), Anti-V5 HRP antibody (Invitrogen #B96125, 1:1000 for WB), anti-LC3B polyclonal antibody (Sigma #L7543, 1:500 for WB), anti-Keap1 polyclonal antibody (SantaCruz #sc15246, 1:500).
Cell culture and transient transfection
Immortalized wild type and p62-/-MEFs were a kind gift by Dr. Komatsu, Niigata University (Komatsu et al., 2007) . Keap1-/-MEFs were from Dr. Wakabayashi, University of Pittsburgh (Kang et al., 2004) . ATG5-/-MEFs were from Dr. Virgin, Washington University in St. Louis. MEFs were maintained in in Dulbecco's modified Eagle's medium (DMEM, Gibco #11965-084), 10% fetal bovine serum (FBS, Atlanta Biologicals #S10350H), and 50 μg/mL penicillin and streptomycin (P/S, Sigma #P4333), 1% sodium pyruvate (Gibco #11360070), and 1% non-essential amino acid (Gibco #11140050) at 37°C with 5% CO 2 . U2OS cells were maintained in DMEM with 10% FBS, 50 μg/mL P/S at 37°C with 5% CO 2 . Transfection was performed with lipofectamine2000 (Life Technologies #11668019) according to the manufacturer's instruction. 24hr post-transfection, cells were washed three times with ice-chilled PBS and harvested in lysis buffer. HAhuman p62-WT gift from Dr. Moscat, Sanford-Burnham Medical Research Institute (Rodriguez et al., 2006) , HA-p62 K420R, HA-p62 ΔUBA, ΔPB1, D69A P392L, M404V, G411S, G425R generated using Quik Change Mutagenesis Kit (Agilent Technologies #200517). HA-p62 6 K/R commercially synthesized by Genewiz and HA-p62 7 K/R generated by mutagenesis. pDEST-mCherry-human p62 WT and pDEST-mCherry-eGFP-p62 WT gifted from Dr. Johansen, The Arctic University of Norway (Pankiv et al., 2007) . pDEST-mCherryhuman p62 P392L, M404V, G411S, G425R generated by mutagenesis. Flag-Ub-WT from Dr. Yarden, Weizmann Institute of Science (Mosesson et al., 2009 ). V5-Cul3, Cul3-Flag and Myc-Keap1 gifted from Dr. Diehl, University of South Carolina (Cullinan et al., 2004) . DN-CUL3-FLAG from Addgene ( #15820). HttQ72-CFP previously described (Fuentealba et al., 2010) . His-Ub purchased from Addgene (#31815).
